Cloning, expression and purification of A. fumigatus NMT
The coding sequence for residues Gln86 to Leu492 (∆1-85) of the A. fumigatus N-myristoyltransferase (AfNMT; NCBI accession: XP_752019) was amplified by PCR from an A. fumigatus cDNA using forward primer P1 and reverse primer P2 (Supplementary Table 4 mM NaCl, pH 7.5). The GST tag was cleaved overnight with PreScission protease (50 µg protease per ml of beads) and the cleaved protein filtered from the beads using a 20 ml disposable column (BioRad). The concentrated filtrate (5 ml) was loaded onto a Superdex 75 column (Amersham Bioscience) equilibrated with buffer and eluted at a flow rate of 1 ml min -1 using an Äkta purification system (GE Healthcare). The fractions were analyzed by SDS-PAGE. Pure fractions were pooled and concentrated to 20 mg ml -1 as determined by Bradford (1) using a 10 kDa cut off Vivaspin concentrator (GE Healthcare).
Strains and growth conditions
The A. fumigatus parental strain, KU80∆pyrG -(2), was propagated at 37 °C on solid minimal medium (MM, Conidia were prepared by propagating strains on solid medium for 72 h at 37 °C. The spores were collected with 0.1% (v/v) Tween 20 in physiological saline, washed twice and resuspended in sterile water. Conidial concentration was confirmed using a haemocytometer and viable cell counting. Mycelium were obtained by inoculating strains in liquid medium and incubating at 37 °C with shaking at 200 rpm. At a specified time point, the mycelia were harvested, washed with sterile water, frozen in liquid nitrogen, and ground using a mortar and pestle. The powder was stored at -80 °C for RNA and protein extraction.
All plasmids were propagated in E. coli DH5α cells (Bethesda Research Laboratories).
Quantitative real-time reverse transcription-PCR analysis
Total RNAs from spores cultured in appropriate medium were extracted with 1 ml of Trizol reagent (Invitrogen) and cleaned using a proprietary fungal RNA kit (Biomega). Complementary DNA synthesis was performed with 500 ng of DNAseI-treated RNA using a PrimeScript TM RT Master Mix (Takara Bio Inc). Two genes, tbp (AFUA_3G10120, encoding TATA binding protein) and GpdA (AFUA_5G01970, encoding glyceraldehyde 3-phosphate dehydrogenase), were selected as internal control genes. To exclude contamination of cDNA preparations with genomic DNA, primers were designed to amplify regions containing one intron in the gene (6, was performed for all primers to verify their specificity. Both tbp and GpdA showed single products, and tbp was chosen for final normalization. Standard curves were used for data analysis (8) . Samples isolated from different strains and media were tested in triplicate. Experiments were performed twice.
Phenotypic analysis of the nmt conditional mutant
To examine the response of the mutant to cell wall-disturbing reagents, conidiophores were spotted on MMTG plates in the presence of 25-100 µg ml -1 Calcofluor white, Congo red or SDS and photographed after incubation at 37 °C for 48 h. For analysis of the cell wall architecture; conidia and mycelia were cultured in solid and liquid MMTG, fixed and examined with a JEOL 1200EX electron microscope.
Conidial germination was examined by inoculating 10 ml of liquid medium with 10 7 freshly harvested conidia and incubating in a Petri dish containing a glass coverslip at 37 °C. At specified time points, the coverslips were removed and photographed using a light microscope (Carl Zeiss).
Steady-state kinetics and inhibition assay
A scintillation proximity assay (9) was developed to quantify NMT activity and was performed in 384-well white OptiPlates (Perkin Elmer) at room temperature. Briefly, the assay was performed in triplicate (final 
